6
including HOD signal), 5.10 (s, 3H), 6.57 (bs, 1Н, ArН), 6.64 (bs, 2Н, ArН) ( Figure S6 Synthesis of bis-hetero-α(2,6)sialic acid-mannose terminated azide 5 (Scheme S3). 4 Compound 5 was synthesized as described above for compound 4 from 1S2S-11NC N-glycan 5 (4.1 mg, 1.7 × 10 -6 mol), azide 3 (1.6 mg, 2.6 × 10 -6 mol), N,N-diisopropylethylamine (0.9 μL, 6 5.2 × 10 -6 mol) and 1M2M-5NC N-glycan (1.7 mg, 1.7 × 10 -6 mol) in DMF (200 μL). Bis-7 hetero azide 5 was eluted with starting 1S2S-11NC N-glycan at the retention time 17.4 min. 8
The fraction was reseparated by HPLC [column: Hilic-phase Inertsil Hilic column (Amide, 9 4.6 x 150 mm); gradient: 55% B / 45% A over 25 min; 1 mL/min; UV detection at 254 nm]. 10 Bis-hetero azide 5 was eluted at 5.8 min. Yield: 1.7 mg (26%). 1 water (465 μL). Subsequently, FL750-HSA [3] (155 μL, 9.7 nmol) was added and the resulting 10 mixture was incubated overnight at 37 °C. The resulting solution was centrifuged through 11 Amicon 10K® at 14.000 rpm for 10 min, and further washed with water three times to filter 12 off any small molecules. The insoluble byproducts were further removed by filtering with FL750-HSA [3] (136 μL, 8.5 nmol) was added. The mixture was incubated overnight at 37 °C. 20
The purification procedure was the same as for 8a. Resulting solution was diluted with water 21 to give 170 μL solution of glycoalbumin 8b. MALDI-TOF-MS (positive mode) detected the 22 molecular weight of 8b at 78.7 kDa, which contains average number, 1.7 molecules of bis1 (0.34 mg, 91 nmol) in DMSO (21 μL) was added 10 mM solution of cyclooctyne aldehyde [2] 4-/4). After the consumption of the starting aldehyde, the 7 mixture was cooled down to r.t. and diluted with DMSO (119 μL) and water (356 μL). 8
Subsequently, FL750-HSA [3] (119 μL, 7.4 nmol) was added and the resulting mixture was 9 incubated overnight at 37 °C. The purification procedure was the same as for 8a. Resulting 10 solution was diluted with water to give 148 μL solution of glycoalbumin 9a. MALDI-TOF-11 MS (positive mode) detected the molecular weight of 9a at 92.4 kDa, which contains average 12 number, 5.2 molecules of bis-hetero-α(2,6)sialic acid-mannose terminated azide 5 per 13 albumin ( Figure S11 ). 14 Synthesis of glycoalbumin 9b. Solution of compound 7 prepared above (54.6 nmol, 7.0 eq) 15 in DMSO (10 μL) was diluted with water (374 μL), DMSO (124 μL), and then solution of 16 FL750-HSA [3] (124 μL, 7.8 nmol) was added. The mixture was incubated overnight at 37 °C. 17
The purification procedure was the same as for 8a. Resulting solution was diluted with water 18 to give 156 μL solution of glycoalbumin 9b. MALDI-TOF-MS (positive mode) detected the 19 molecular weight of 9b at 83.7 kDa, which contains average number, 2.4 molecules of bis-20 hetero-α(2,6)sialic acid-mannose terminated azide 5 per albumin ( Figure S12) 
